In Slovenia, as in many Western countries, subtype B is still a predominant HIV-1 subtype and was historically correlated with the epidemic among men who have sex with men (MSM). In recent years, several reports demonstrating an increasing prevalence of non-B subtypes have been published. The majority of infections with non-B subtypes were linked to the heterosexual mode of transmission in previous Slovenian studies, thus the aim of this study was to investigate whether non-B subtypes are also becoming more prevalent among MSM in Slovenia. Between the years 2000 and 2014, a total of 520 people were diagnosed with HIV-1 infection in Slovenia. During the study of HIV-1 transmitted drug resistance, filled questionnaires were obtained for 440 patients. Homosexual contact as the most probable mode of HIV acquisition reported 326/440 patients. Subsequently, partial *pol* sequences were obtained for 252 MSM patients who were included in the present study. Sequences were analyzed using the following automatic subtyping tools: REGA 2.0, REGA 3.0, COMET HIV-1 1.0, jpHMM, and SCUEAL. Sequences that gave divergent subtyping results were considered to be potential recombinant forms. Temporal trend of the proportion of non-B and potential recombinant sequences (both combined termed as "non-pure subtype B" sequences) was evaluated with Fisher exact test used for the assessment of statistical significance. All five subtyping tools gave concordant subtyping results in 230/252 (91.3%) of sequences. Pure subtype B was assigned to 226/252 (89.7%) sequences and subtype A, subtype C, subtype F and CRF01_AE were determined in one patient each (0.4%). The remaining 22/252 (8.7%) sequences yielded divergent results with at least one of the subtyping tools, an indication to a possible recombination event in the past. An increase in the proportion of "non-pure subtype B" HIV-1 variants was noted over the years with 0% (95% confidence interval (CI): 0--16%), 5% (95% CI: 1--15%), 4% (95% CI: 0--13%), 11% (95% CI: 4--21%), and 25% (95% CI: 15--39%) determined in the years 2000--2, 2003--5, 2006--8, 2009--11, and 2012--4, respectively. The marked increase was on account of an increasing number of potential recombinant sequences with subtype B as one of the founder subtypes, since this subtype was identified in 21/22 of divergent sequences. The remaining divergent sequence was a complex recombinant containing subtypes D and G. Additionally, all 4 pure non-B subtyped sequences were determined in patients diagnosed in the last two years (2013--4). The results obtained indicate that subtypes other than B are entering the HIV-1 MSM epidemic in Slovenia, making recombination events among different subtypes more plausible. A marked increase in the numbers of non-B subtypes and potential recombinant forms was observed among MSM in Slovenia in recent years.
